Supplemental Figure 2. Effective shielding of the tibial bone marrow in the PBI model (related to the Partial body irradiation model in the main text).
This representative H&E-stained section of a decalcified tibia and femur from an irradiated mouse shows well-preserved bone marrow in the tibia, whereas a complete ablation of hematopoiesis is seen in the femur. transfected controls have been previously generated and described (Patil, et al., 2014; Williams, et al., 2009 Cell culture and treatments. Mouse embryonic fibroblast (MEF) cells were isolated from embryonic day 13.5 LPA 1/2 double knockout (LPA 2 DKO) mice embryos as described previously (Lin, et al., 2007) . These MEF cells lack LPA 1/2/3 GPCR subtypes and show no Ca 2+ -mobilization responses to LPA unless transfected with one of the LPA GPCR. The human LPA 2 receptor was transduced into these MEF cells by LPA 2 -containing lentiviruses, selected with 1.5 µg/ml puromycin, and designated LPA 2 MEFs. Empty vector-transduced MEF cells, designated DKO MEFs, were used as a control in all experiments. Cells were maintained in complete growth medium consisting of Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% (v/v) fetal bovine serum (FBS), 2 mM L-glutamine, 100 U/ml penicillin, and 100 µg/ml streptomycin. During serum starvation, the growth medium was replaced with DMEM containing 0.1% (w/v) BSA. The rat intestinal epithelial cell line 6 (IEC-6) was purchased from the American Type Culture Collection (ATCC; Rockville, MD) at passage 14 and was maintained as described earlier (Deng, et al., 2002) . The serum-starved medium contained 10 µg/ml insulin and DMEM without FBS.
CD34+ cord blood cells were recovered after thawing in StemSpam serum-free media for 3 h.
After recovery, cells were washed in serum-free Iscove's MDM (IMDM) and aliquoted in 400 µl in serum-free IMDM (40,000 cells/ml). Cells were irradiated with 4 Gy. After irradiation, cells
were treated with 1 µM, 3 µM, or 10 µM DBIBB for either 2 or 4 h. Cells were plated 4,000 cells/plate/ml in triplicate in Methocult medium (STEMCELL Technologies Inc., Vancouver, Canada). DBIBB was dissolved in dimethyl sulfoxide (DMSO), and the vehicle was DMSO.
Colonies were counted after 14 days of culture.
Lysophosphatidic acid (LPA) 18:1 was purchased from Avanti Polar lipids (Alabaster, AL).
Stock solutions of LPA (1 mM) were prepared in phosphate-buffered saline (PBS) with an equimolar complex of charcoal-stripped, fatty acid-free bovine serum albumin (BSA; SigmaAldrich; St Louis, MO). Stock solutions (10 mM) of the test compounds were prepared in DMSO.
Clonogenic Survival Assay. The effect of DBIBB on clonogenic survival after irradiation was determined by the method of Saha et al. (Saha, et al., 2012) with modifications. Briefly, single cell suspension of IEC-6 cells was plated at 200 cells/well on 6-well culture plates. Next day, the complete growth medium was replaced with serum-free medium supplemented with 10 µg/ml of insulin for 24 h hours pre-irradiation. Cells were irradiated with increasing doses of 137 Cs γ-irradiation (0, 2, 4, 6 Gy at 4.31 Gy/min). After irradiation the medium was removed and replaced with fresh complete growth medium supplemented with 10 µM DBIBB or vehicle (3 µM BSA + 0.1 % DMSO in PBS). Cells were treated with fresh DBIBB or vehicle daily on the first three postirradiation days and allowed to grow in complete growth medium for five more days.
On postirradiation day eight the cells were fixed, stained with crystal violet, and the number of colonies was counted. Surviving fractions for each treatment were determined by normalizing
